T lymphocyte subsets (CD4 and CD8) showed no significant difference in the order ofapplication of the primaries (n = 10) and no significant difference from their corresponding single stain results (n = 50), confirming the validity of the technique where antigens are exclusively distributed. Other examples, including antigens distributed in different compartments of the same cell, displayed discrete staining which implied validity. Conclusion: Double standard fixatives could not adequately maintain good morphology during this procedure. This prompted the use of an enhanced fixative (table 2) .
Results
Air dried cell smears from 50 donors, stained for both CD4 and CD8, in the double staining procedure showed clear and discrete staining (fig 1) and showed no significant differences from the corresponding single stains (n = 50 CD4: p = 0-3; CD8: p = 03), producing reference ranges (CD4: 043-1-79 x 109/l. CD8: 0-13-1-01 x 109/1.) that corresponded closely with published values."'2'
Other double staining combinations where antigens are exclusively distributed (figs 2 and 3) were analysed qualitatively and showed a clarity of discreet staining and morphological compatibility that suggested validity.
Use of the procedure to stain different regions of the same cell, such as the nucleus and membrane, seemed to work for the case where BRdU was the nuclear antigen under investigation (fig 4) . We showed that this process depleted the functional activity of alkaline phosphatase (from the first staining sequence) and, as reported elsewhere,'2 also noted the denaturation of a range of antigens on cells. The observation that the Fast Blue dye would not stain APAAP labelled nuclear antigens using this method also needed to be borne in mind. 
Discussion

